Introduction: Cholera, a disease caused by Vibrio cholerae O1 and O139 remains an important public health problem globally. In the last decade,
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Analysis of V. cholerae virulence genes
Using a multiplex/simplex PCR, all the isolates were screened for the presence of virulence encoding genes which included subunits of ctxA and ctxB (responsible for expression of of CT, tcpA (responsible for the expression of toxin-coregulated pilus) which is specific for El Tor and classical biotypes and rtxC (repeat in toxin) [9, 10] sequence difference at position 203 of the ctxB gene for the identification of CT of classical and El Tor biotype was done for all the 76 isolates. A conserved forward primer (FW-Com) and two allele-specific primers, Rv-cla and Rv-elt amplify ctxB of classical and El Tor biotypes respectively (Table 1) [11] .In addition, the ctxB gene was fully sequenced to determine additional mutations using the primers ctxB-F and ctxB-R.
Ribotyping
Ribotyping was carried out with BglI digested genomic DNA. The digested DNA was separated in 1% agarose gels, transferred to nylon membrane (Hybond N+; Amersham Pharmacia Biotech, Buckingham,UK) and hybridized with the alkaline phosphatase enzyme labeled 7.5-kb BamHI fragment of plasmid pKK 3535 [12] containing the 16S and 23S rRNA genes of Escherichia coli was used as the rRNA probe. The hybridized fragments were detected using a non-radioactive labeling kit using the substrate CDP-Star (Chemiluminescent Signal Detection and Generation, GE Healthcare, Amersham Pharmacia Biotech, Buckingham, UK) following the procedures described by the manufacturer. The molecular marker was a 1kb DNA ladder (Takara, Shiga, Japan).
PFGE
PFGE was performed using the PulseNet recommended procedure.
[13] The plugs containing agarose embedded V. cholerae DNA were digested with 50 Units/μl of NotI (Takara). For digestion of Salmonella Braenderup H9812 the molecular size marker, XbaI (15 Units/μl) was used and the DNA fragments were separated electrophoretically under the contour-clamped homogeneous electric field (CHEF) on a CHEF DRIII system (Bio-Rad) on 1% PFGE grade agarose gel in 0.5xTBE (44.5 mM Tris/HCl, 44.5 mM boric acid, 1.0 mM EDTA, pH 8.0) at 14°C. Following electrophoresis, the gels were stained for 30 min in Elix MilliQ water (Millipore, Bangalore, India) containing 1.0 µg ethidium bromide, destained in Elix MilliQ water for 15 min and photographed under UV light using the Gel Doc 2000 gel documentation system (Bio-Rad). DNA fingerprint patterns were analyzed using a computer software package, Bionumeric (Applied Maths, Belgium). Fingerprint patterns were typed on the basis of banding similarity using Dice similarity coefficient and unweightedpair group method using average linkages (UPGMA) clustering methods.
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Results
Antimicrobial susceptibility testing: All the 44 isolates were susceptible to tetracycline, doxycycline, ofloxacin, azithromycin, norfloxacin and ceftriaxone, and resistant to furazolidone, streptomycin and sulfamethoxazole-trimethoprim. Thirty-nine (89%) isolates were resistant to nalidixic acid, 18 (41%) to ampicillin, and three (7%) to chloramphenicol. Reduced susceptibility to ciprofloxacin, nalidixic acid, ampicillin and chloramphenicol was observed in 2.3%, 59.1%, 11.4%, and 93.2% of the isolates, respectively. 
Biotype specific traits:
